We modified our previous enzyme immunoassay (Clin Chim Acta 1 986;1 57 :267-76) for estimating 6/3-hydroxycortisol (6f3-OHF) to provide a more routine procedure for measuring it in urine and to increase sensitivity for its measurement in serum. Precision, analytical recovery, specificity, and detection limit are reported.
With the enzyme immunoassay we describe here, the 6/3-OHF in many samples can be measured in less than 4 h by using an automated system for dispensing reagents into the wells of microtitre plates, washing the plates, and photometry.
Here we have evaluated the analytical variables of this immunoassay and investigated inter-day variations of urinary 6/3-OHF and 17-hydroxycorticosteroids (17-OHCS). We have also determined reference values of serum 6/3-OHF in men and women and in women taking oral contraceptives.
Materials and Methods

Subjects
All the volunteers investigated in this study were apparently healthy men, who had not taken any drug for at least one month before the study and took none during it. We collected 24-h urine specimens from six volunteers (ages 25 to 32 years) for three successive days and 4-h (08:00-12:00 h) urine samples from 12 volunteers (ages 22-36 years) in two successive periods, 08:00-10:00 and 10:00-12:00 h, on two successive days. All the urine samples were collected without preservative and stored at -25 #{176}C until the measurements were performed. Extraction of serum.
Sep-Pak
C18 cartridges were moistsued with 2 mL of methanol, then with 5 mL of water as 3uggested by the manufacturers. We then passed 0.1-0.5 mL of serum and 1.5 mL of water through the cartridge, using a syringe (flow rate: -30 mL/min), and washed the cartridge with 5 mL of water. The 6f3-OHF was eluted with i mL of methanol/water (2/3 by vol); the cortisol was retained on the cartridge. 
Coating procedure.
We coated each well of the assay plates with 100 iL of phosphate buffer (0.1 mol!L, pH 7.2) contain-[zig 0.06 pg of the IgG (0.6 mg/L), excluding the outer rows be avoid edge effects. After sealing the plates and incubating )vernight at room temperature, we washed them four times.
Ef they
were not to be used immediately we dispensed phosphate buffer into each well, covered the plates, and itored them for no longer than two weeks. Just before use, the 10 g/L albumin solution was pipetted into the wells and allowed to remain for 30 miii or more, to block any residual 
Precision.
Within-run and day-to-day CVs, determined by using four samples of urine, were <7.5% and <10.0%, respectively (Table 1) . For serum analysis, within-run and day-to-day CVs, evaluated with two samples of pooled serum, were respectively 9.3% and 10.1%. Analytical recovery. 
